onto Arp3 from 1K8K and moving Arp2 from 4JD2 into the short pitch position. The solvent accessible crosslinking distance between the engineered cysteine residues is 8 Å in this model (Cβ-Cβ). The electron tomography structure of Arp2/3 complex at a branch junction shows similar overall positioning of Arp2 and Arp3 but using that model the solvent accessible crosslinking distance between the engineered cysteines is 11.3 Å (2)
. Nucleotide cleft widths are classified based on Nolen and Pollard (8) . B-factors were normalized so that each chain had the same average main chain Bfactor. Residues missing in the electron density are omitted from the plot. Residue numbers in parenthesis are for ScArp2/3 complex. B -base of Arp3 C-terminal tail, T-tip of C-terminal tail. No GST-VCA is detectable in any of the purified complexes. Under the conditions of the loading, GST-VCA band in any of the purified samples (1-5) with the same intensity as the 0.5 ng GST-VCA standard would correspond to ~0.7 nM dimeric GST-VCA in a 1 μM solution of the purified complex. Sample 5 was not re-purified through the glutathione sepharose affinity column because no full length GST-VCA contaminant was present. We conclude that the lower molecular weight bands (asterisks) are C-terminal truncations of GST-VCA because 1.) They elute from the monoQ much earlier than full length GST-VCA, consistent with truncation of the acidic region and 2.) They bind to the glutathione sepharose affinity column.
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Supplementary Tables
Supplementary Table 1 | Calculated pKa and solvent accessible surface areas for engineered cysteine residues in the context of the short pitch conformation of Arp2/3 complex. SASA = solvent exposed surface area. pKa calculations were carried out using H++ and SASA calculations were made with POPS (9, 10) 
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